Acholeplasma laidlawii was isolated from the faeces of 23·5% and 24% of groups of 51 conventional and 45 specified-pathogen-free (SPF) rabbits respectively. Isolation of the organism from individual animals could often be repeated, suggesting that infection was not merely transient. Two further acholeplasmas were isolated from two SPF rabbits. One was serologically related to Acholeplasma modicum. The other could not be identified and may be a new species. Clyde, W. A. (1964). Mycoplasma species identification based upon growth inhibition by specific antisera. Journal of Immunology 92, 958-965.
Isolation of Mollicutes (either mycoplasmas or acholeplasmas) from rabbits has been reported only once (Deeb & Kenney, 1967) . Mycoplasma pulmonis (a murine species) was isolated although the infection was probably transient since its isolation could not be repeated (Hill, 1974a; Cassel & Hill, 1979) . The isolation of Acholeplasmatales from fresh rabbit faeces is described in this paper. They had been derived by hysterectomy from conventional rabbits.
Materials and methods
The cages (100 cm x 55 cm x 40 em), which housed one or two adults or a mother with offspring, were autoclaved before introduction into the animal room through a disinfectant tank containing 1% Halamid (Veip, Wijk bij Duurstede). To maintain the SPF conditions in the rooms, the air for ventilation was passed through filters (Amerglas: American Air Filters, Amsterdam), the straw bedding provided for nest construction was autoclaved (10 min at 110 0q, the food pellets were sterilized by y radiation (2·5 Mrad) and the water was chlorinated (2 ppm active chlorine). The personnel wore sterile overalls, mouth-nose masks, caps, gloves and clogs or boots.
Conventionally maintained rabbits (Chinchilla, Alaska and New Zealand White) were housed in another animal house on the same premises.
Isolation of Mollicutes
About eight fresh faecal pellets from each rabbit were placed in sterile tubes and were then suspended in 5 ml sterile saline (0·85% NaCl). Two or three drops of the suspension were streaked out on PPLO (pleuropneumonia-like organisms) agar medium (Difco, Detroit, MI, USA) supplemented with 2·5% (wt/vol.) yeast extract (Difco), 37·5% heat-inactivated (30 min at 56°C) horse serum and 50 IUlml sodium penicillin (Gist-Brocades, Delft). Mollicutes-like colonies were subcultured onto fresh agar media with penicillin and were then cloned twice on media without penicillin on which they were subcultivated for at least six passages (agar and broth) to check for absence or reversion to bacterial forms. Swabs from the nasopharynx, vagina and rectum were inoculated on the same agar medium as the faeces. The agar media were incubated aerobically at 37 ± 1°C and were inspected after incubation for 3-7 days.
Identification techniques
The following serological tests were applied for identification of the isolates: growth inhibition on agar (Clyde, 1964) , metabolic inhibition (Taylor-Robinson et al., 1966) , indirect immunoperoxidase test on colonies (Hill, 1978; Polak-Vogelzang, Hagenaars & Nagel, 1978) and indirect immunofluorescence test on colonies (Rosendal & Black, 1972) . The species and strains with which isolates were cross-tested are shown in Table 1 . For differentiation between Mycoplasma and Acholeplasma species, inhibition by 15% sodium polyanethol sulphonate and by 1·5% digitonin was examined (Kunze & Pramberger, 1971; Freundt et al., 1973) . The strains were also tested for their growth response to cholesterol (Razin & Tully, 1970) . Angulo, Doeksen, Hill & Polak-Vogelzang 
Results
Mollicutes-like colonies were isolated from faeces but not from swabs of the nasopharynx, vagina and rectum. Faeces samples of rabbits from animal house C were investigated four times at intervals of about 15 days; 10 animals were sampled each time. Five rabbits which were positive the first time were resampled on the second occasion together with five other rabbits. On the third occasion only rabbits which had not been tested before were sampled, while on the fourth occasion the nine rabbits which were positive earlier were included in the total of 10. In all, 26 animals were examined: five were positive three times and four twice (Table 2) .
Faeces samples of rabbits from animal house H were investigated twice. On the first occasion Mollicutes-like colonies were isolated from the faeces of one of 10 rabbits, while on the second occasion this positive animal was sampled again together with nine others. The first positive rabbit was positive again as was one of the others.
Faeces from 51 conventional rabbits were cultured on three occasions. Each animal was sampled once. On the first occasion four of 15 were positive, on the second all 21 samples were negative while on the third eight of 15 samples were positive; thus 12 conventionally managed rabbits were positive. The isolates from the rabbits from animal house C and from the conventional rabbits were identified as Acholeplasma laidlawii. A. laidlawii and another strain were isolated from the faeces of one rabbit from animal house H. The two isolates (H3 and H7) of the other strain were later found to be serologically identical. A. laidlawii and another strain (Bl), which proved to be serologically different from H3 and H7, were isolated from the faeces of another rabbit from animal house H. All these isolates (H3, H7 and B 1) appeared to belong to the Acholeplasmataceae since their growth was not inhibited by either sodium polyanethol sulphonate or digitonin and they did not require cholesterol for growth. They were serologically cross-tested with the nine Acholeplasma species known at present and some Mycoplasma species specific for laboratory animals ( Table 1) . None of the sera against these species reacted with the three strains in any of the serological tests, except for some reactions with anti-A. modicum serum. The antisera prepared against H3 and H7 reacted strongly in all tests with A. modicum, but the antigens reacted to a lesser extent with anti-A. modicum serum (Table 3) . However, the antiserum prepared against Bl did not react with any of the species mentioned above.
Discussion
Acholeplasma species have been isolated from the vagina of guineapigs, but not from any other small laboratory animal species (Hill, 1974a, b; Cassel & Hill, 1979) . However, they Table 3 . Serological comparison of rabbit strains "3 and "7 with Acholeplasma modicum
